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(54) Title: METHOD OF SEQUENCING DNA 
(57) Abstract 



Hie present invention provides a 
method of identifying a base at a target 
position in a singlc-slranded sample 
DNA sequence wherein an extension 
primer, which hybridises to the sample 
DNA immediately adjacent to the target 
position is provided and the sample DNA 
and extension primer are subjected to a 
polymerase reaction in the presence of 
a deoxynucleotide or dideoxynucleotide 
whereby the deoxynucleotide or dideoxynu- 
cleotide will only become incorporated 
and release pyrophosphate (PPi) if it is 
complementary to the base in the target 
position, any release of PPi being detected 
enzymically, different deoxynucleotides or 
dideoxy nucleotide* being added cither to 
separate aliquots of sample-primer mixture 
or successively to the same sample-primer 
mixture and subjected to the polymerase 
reaction to indicate which deoxynucleotide 
or dideoxynucleotide is incorporated, 
characterised in that, the PPi-detection 
cnzymc(s) arc included in the polymerase 
reaction step and in that in place of dcoxy- 
or dideoxy adenosine triphosphate (ATP) 
a dATP or ddA TP analogue is used which 
is capable of acting as a substrate for a 
polymerase but incapable of acting as a 
substrate for n .said PPi-detection enzyme. 
ITic method of the invention advantageously 
continuous determination of the progress of th^ 
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Method Of SPmiPnr^g 

DMA " hlS H inVenti ° n - lates to a method of sequence 
DMA, based on the detection of base incorporation 
release of pyrophosphate (PPi,. m particular the 
invention relates to a -real-time- sequencing method. 

se ^ enc ing is an essential tool in molecular 
geneti- analysis. The ability to determine DNA 

r ^tl r qUenC6S b6COme inc ~-^ ^P-tant 

t l f have commenced to determine the sequences of 

the large genomes of humans ^ Qther h . gher Q ^ anismg 

The two most commonly used methods for DNA sequencing 
are the tic chain . termination ^ 

the chemxcal cleavage technique of Maxam and Gilbert 
Both methods rely on gel electrophoresis to resolve ' 

la C ra e rdi 2 t0 ^ *™ a 

larger DN A segment. Since the electrophoresis step as 

well as the subsequent detection of the separated De- 
fragments are cumbersome procedures, a great effort has 
been made to automate these ste™ w^,, 

Lusse steps. However, despite the 
fact that automated electrophoresis units are 
commercially available, electrophoresis is not well 
suited for large-scale genome projects or clinical 
sequencing where relatively cost-effective units with 
high throughput are needed. Thus, the need for non- 
electrophoretic methods for sequencing is a ."eat and 
several alternate strategies have been described, such 
a scannxng tunnel electron microscopy (Driacoll ^ 

BaL eT;' V 6 ' 294 ' 296) ' sequencing by hybridization 
(Baxnsej^i., 1988, J. Theo . Biol. 135, 308-307) and 
single molecule detection ( Je ff , 1989 , Biomol 

£>cruct. Dynamics, 7. 30i-^nf;i +~ „ 

' ' JUi ■ iU5 ' < to overcome the 

disadvantages of electrophoresis. 

DNA b TeChn h iqUeS 6nablin 9 the "Pid detection of a sinale 
DNA base change are also important tools for genetic 
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analysis. In many cases detection of a single base or a 
few bases would be a great help in genetic analysis 
since several genetic diseases and certain cancers are 
related to minor mutations. A mini -sequencing protocol 
based on a solid phase principle was described (Hultman, 
et fll . , 1988, Nucl. Acid. Res., 17, 4937-4946; Syvanen 
3t . al . , 1990, Genomics, 8, 684-692). The incorporation 
of a radiolabeled nucleotide was measured and used for 
analysis of the three-allelic polymorphism of the human 
apolipoprotein E gene. However, radioactive methods are 
not well suited for routine clinical applications and 
hence the development of a simple non- radioactive method 
for rapid DNA sequence analysis has also been of 
interest . 

Methods of sequencing based on the concept of 
detecting inorganic pyrophosphate (PPi) which is 
released during a polymerase reaction have been 
described (WO 93/23564 and WO 89/09283) . As each 
nucleotide is added to a growing nucleic acid strand 
during a polymerase reaction, a pyrophosphate molecule 
is released. It has been -found that pyrophosphate 
released under these conditions can be detected 
enzymically e.g. by the generation of light in the 
lucif erase-luciferin reaction. Such methods enable a 
base to be identified in a target position and DNA to be 
sequenced simply and rapidly whilst avoiding the need 
for electrophoresis and the use of harmful radiolabels. 

T Iowever, the PPi -based sequencing methods mentioned 
above are not without drawbacks. Firstly, it has been 
found that dATP used in the sequencing reaction (chain 
extension) interferes in the subsequent lucif erase-based 
detection reaction, by acting as a substrate for the 
lucif erase enzyme. In many circumstances, this 
interference severely limits the utility of the method. 

Secondly whilst the PPi -based methods described 
above do represent an improvement in ease and speed of 
operation, there is still a need for improved methods of 
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sequencing, „ hioh allow rapid detection 
equence infection. In particular there 1$ " * 

■re.l-ti». «w. of sequence whlch enable the 
sequence infon-tta. to be revealed aiBuU 

:i a ::ir„ ortly afcer the se <~ — — , - 

We now propose a novel modified PPi -based 

1777 mSth0d ln WMCh th6Se Pr ° blemS Messed 
and which permits the sequencing reactions to be 

continuously monitored in real-time, with a signal being 
generated and detected, as each nucleotide is 
incorporated. This is achieved by using an dATP 
analogue in p i ace of ^ which does ^ int 

with the luciferase reaction, and by performing the 
chain extension and detection, or signal -generation 
react substantially simultaneously by including ' the 

detection enzyn.es- in the chain extension reactio! 
ixtur* This represents a departure from the approach 
reported in the PPi-based sequencing proposed above, L 
whxch the chain extension reaction is first performed 
separately as a first reaction step, followed by a 
separate "detection" reaction, in which the products of 
he extension reaction are subsequently subjected to the 
luciferin-luciferase based si gnal generation 
("detection") reactions. 

In one aspect, the present invention thus provides 
a .ethod of identifying a base at a target posiLon n a 
sangle-stranded sample DNA sequence wherein an extension 
prx«r. which hybridises to the sample DNA immediately 
adjacent to the target position is p rovided and che 
sample DNA and ext,_on primer are subjected to a 
polymerase reaction in the presence of a deoxynucleotide 
or dideoxynucleotide whereby the deoxynucleotide or 
dideoxynucleotide will only become incorporated and 
release pyrophosphate (P Pi) if it is complemen fco 
the base in the target position, any release of PPi 
being detected enzymically, different deoxynucleo tides 
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or dideoxynucleotides being added either to separate 
aliquots of sample -primer mixture or successively to the 
same sample-primer mixture and subjected to the 
polymerase reaction to indicate which deoxynucleot ide or 
dideoxynucleotide is incorporated, characterised in 
that, the PPi-detection enzyme (s) are included in the 
polymerase reaction step and in that in place of deoxy- 
or dideoxy adenosine triphosphate (ATP) a dATP or ddATP 
analogue is used which is capable of acting as a 
substrate for a polymerase but incapable of acting as a 
substrate for a said PPi-detection enzyme. 

The term dideoxynucleotide as used herein includes 
all 2 ' -deoxynucleot ides in which the 3 » -hydroxy 1 group 
is absent or modified and thus, while able to be added 
to the primer in the presence of the polymerase, is 
unable to enter into a subsequent polymerisation 
reaction. 

PPi can be determined by many different methods and 
a number of enzymatic methods have been described in the 
literature (Reeves et al . . (1969), Anal. Biochem., 28, 
282-287; Guillory et al . . (1971), Anal. Biochem., 39, 
170-180; Johnson et al . . (1968), Anal. Biochem., 15, 
273; Cook£lL_al., (1978), Anal. Biochem. 91, 557-565; 
and Drake et al . , (1979), Anal. Biochem. 94, 117-120). 

It is preferred to u^ luciferase and luciferin in 
combination to identify the release of pyrophosphate 
since the amount of light generated is substantially 
proportional to the amount of pyrophosphate released 
which, in turn, is directly proportional to the amount 
of base incorporated. The amount of light can readily 
be estimated by a suitable light sensitive device such 
as a luminometer. 

Lucif erin-lucif erase reactions to detect the 
release of PPi are well known in the art. In 
particular, a method for continuous monitoring of PPi 
release based on the enzymes ATP sulphurylase and 
luciferase has been developed by Nyren and Lundin (Anal. 
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Biochem., i 51 504-509 I9a*\ = ^ 

5) and termed ELIDA 

Th. .ethod ma y We ri ^r' inVenti0n ' 

- thod is based on che tollowing reac ^" 71 > • ™. 

ATP sulphurylase 
PPi + APS 

> ATP + S0 4 

lucif erase 

ATP + luciferin + o 2 „ aMD 

2 > AMP + ppi + 

oxyluciferin + co 2 + hv 
(APS = adenosine 5 ■ -phosphosulphate) 

-t— sr. : - » 

Thus the detLtL SXtenSi0n rSaCtion S ^P- 

aetection enzymes are added to th, , fc . 
for the polymerase .shoo reaction mix 

- ing ,l ^r-? with or 

detection reaction fh» * ° f an ELI °A 

«Je°*y- or dideoxy, D „f ° M nu<:1 =°"*» 

Preferably the nucleotide, a „ d ^. f ^~ 

«• ^aad y Present at "he tLe Le " 
Elated, or they ray te added „ ^^Vre °" 
initiates the reaction. r<!a9,mt that 
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be detected during the polymerase reaction giving a 
real-time signal. The sequencing reactions may be 
continuously monitored in real-time. A procedure for 
rapid detection of PPi release is thus enabled by the 
present invention. The ELI DA rections have been 
estimated to take place in less than 2 seconds (Nyren 
and Lundin, supra) . The rate limiting step is the 
conversion of PPi to ATP by ATP sulphurylase , while the 
luciferase reaction is fast and has been estimated to 
take lesr* than 0.2 seconds. Incorporation rates for 
polymerases have also been estimated by various methods 
and it has been found, for example, that in the case of 
Klenow polymerase, complete incorporation of one base 
may take less than 0.5 seconds. Thus, the estimated 
total time for incorporation of one base and detection 
by ELIDA is approximately 3 seconds. It will be seen 
therefore that very fast reaction times are possible, 
enabling real-time detection. The reaction times could 
further be decreased by using a more thermostable 
luciferase . 

A further feature of the invent ion is the use of a 
dATP or ddATP analogue which does not interfere in the 
enzymatic PPi detection reaction but which nonetheless 
may be normally incorporated into a growing DNA chain by 
a polymerase. By "normally incorporated" is meant that 
the nucleotide is incorporated with normal, proper base 
pairing. In the preferred enbodiment of the invention 
where luciferase is the PPi detection enzyme, the 
preferred analogues for use according to the invention 
are the [1-thio] triphosphate (or a- thiotriphosphate) 
analogues of deoxy or dideoxy ATP, preferably 
deoxyadenosine [1-thio] triphospate, or deoxyadenosine 
a- thiotriphosphate (dATPaS) as it is also known. 
dATPaS, along with the a-thio analogues of dCTP, dGTP 
and dTTP, may be purchased from New England Nuclear 
Labs. As will be described in the Example below, 
experiments have shown that substituting dATP with 
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w^r: tiz : fficienc » «- ^ m 

«th a low background signal due to the absence o£ an 
interaction between dATPas and luciferase. The sional 
to noise ratio is increased according to the present 
invention by using a nucleotide analogue in place o 
dATP. which eliminates the background caused by the 
ability of dATP to function as a substrate for 
luciferase. in particular, we have found that an 
efficient incorporation with the polymerase is achieved 

light by the luciferin-luciferase system resulting from 
^"ference is substantially decreased 

or afr" 6 ^" " PreSSIlt " °" rea " ion ■»«»» during 
or after chain extension, for example as an impurity a 7 

as a contaminant of dATP added as the source of the bal 
to be incorporated, it win also interfere in the 
pyrophosphate luciferin system and give an incorrect 
luminescence reading. It may be advantageous, 
therefore, to remove ATP from reagent solutions prior to 
addition to the reaction mix. This can be achieved by 
contacting the solution with an immobilised enzyme which 
converts ATP into a product which is no longer T 
substrate for luciferase. Such enzymes include, i n 
Particular, apyrase which converts the ATP to AMP and 

hen be removed prior to the chain extension/detection 

I rlT" C : "» — -g„etic beads such 

as Oynabeads* (sold by Dynal AS, Oslo, N orway, as the 
-lid support due to the ease with which such beads can 
be removed from contact with the solution using a 
™°„et. Generally, however s .„, ATP removal steps have 
not been found to be necessarv »™ j- 

invention. n <^=ary according to the present 

in order to repeat the method cyclically and 
thereby sequence the sample DBA and, also to aid 
separation of the single stranded sample DUA from its 
complementary strand, it is desirable that the sample 
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DNA is immobilised or provided with means for attachment 
to a solid support. Moreover, the amount of sample DNA 
available may be small and it may therefore be desirable 
to amplify the sample DNA before carrying out the method 
according to the invention. 

The sample DNA may be amplified, for example in 
vitro by PCR or Self Sustained Sequence Replication 
(3SR) or in vivo using a vector and, if desired, in 
vitro and in vivo amplification may be used in 
combination. Whichever method of amplification is used 
it is desirable that the amplified DNA becomes 
immobilised or is provided with means for attachment to 
a solid support. For example, a PCR primer may be 
immobilised or be provided with means for attachment to 
a solid support. Also, a vector may comprise means for 
attachment to a solid support adjacent the site of 
insertion of the sample DNA such that the amplified 
sample DNA and the means for attachment may be excised 
together. 

Immobilisation of the amplified DNA may take place 
as part of PCR .amplification itself, as where one or 
more primers are attached to a support, or alternatively 
one or more of the PCR primers may carry a functional 
group permitting subsequent immobilisation, eg. a biotin 
or thiol group. Immobilisation by the 5' end of a 
primer allows the strand of DNA emanating from that 
primer to be attached to a solid support and have its 3' 
end remote from the support and available for subsequent 
hybridisation with the extension primer and chain 
extension by polymerase. 

The solid support may corn't .^ently take the form of 
microtitre wells, which are advantageously in the 
conventional 8 x 12 format, or dipsticks which may be 
made of polystyrene activated to bind the primer DNA (K 
Aimer, Doctoral Theses, Royal Institute of Technology, 
Stockholm, Sweden, 1988) . However, any solid support 
may conveniently be used including any of the vast 
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nunfcer described in the art. eg. for separation/ 
immobilisation reactions or solid phase assays. Thus 
the support may al so comprise particleS( f ibres ' 
capillaries made, for example, of agarose, cellulose 
alginate. Tefl on or polystyrene. Magnetic particles 'eo 
the superparamagnetic beads produced by ^ 0 slo 
Norway) are a preferred support since they can be 
readily i so i ate d from a reaction mixture yet have 
superior reaction kinetics over many other forms of 
support. x 

The solid support may carry function,! groups such 
as hyoro.yi carboxyl. aldehyde or amino groups, or 
other moieties such as avidi „ or streptavid 
attachment of primers. These may in 9eneral be pro ^ d 
by treating the support to provide . surfa=e 
a polyr carrying one of such functional groups, e g 
polyurethane together with a poiyglycol to provide 
hydroxy groups, or a cellulose derivative to provide 
hydroxy! groups, a polymer or copolymer of acrylic acid 
or methacrylic acid to provide carboxyl groups or an 
aminoaiKyiated polymer to provide amino groups t,s 
Patent 4654267 deacribea ^ q ™ 

such surface coatings. Y 

The assay technique is very simp i e and rapid> 
mating it easy to automate by using . robot 

I III r, 1 ^^ <* -y -pidl P ana y ed . 

Since the preferred detection and quantification i s 
base d on a luminometric reaction this can be easily 
followed spectrophotometricallv. The use of 
Wnorneters is well )cnown in the art and described m 
the literature. 

nr., T f . real - Cime Phosphate detection method of the 
present invention thus opens up the possibility for an 
automated approach for large-scale. non-elecrophoreJc 
sol d-phase sequencing procedures. which allow for 
continuous measurement of the progress of the 
polymerisation reaction with time. The method of the 
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invention also has the advantage that multiple samples 
may be handled in parallel. 

The target DNA may be cDNA synthesised from RNA in 
the sample and the method of the invention is thus 
applicable to diagnosis on the basis of characteristic 
RNA. Such preliminary synthesis can be carried out by a 
preliminary treatment with a reverse transcriptase, 
conveniently in the same system of buffers and bases of 
subsequent PCR steps if used. Since the PCR procedure 
requires heating to effect strand separation, the 
reverse transcriptase will be inactivated in the first 
PCR cycle. When mRNA is the sample nucleic acid, it may 
be advantageous to submit the initial sample, e.g. a 
serum sample, to treatment with an immobilised polydT 
oligonucleotide in order to retrieve all mRNA via the 
terminal polyA sequences thereof. Alternatively, a 
specific oligonucleotide sequence may be used to 
retrieve the RNA via a specific RNA sequence. The 
oligonucleotide can then serve as a primer for cDNA 
synthesis, as described in WO 89/0982. 

Advantageously, the extension primer is 
sufficiently large to provide appropriate hybridisation 
with the sequence immediately 5 1 of the target position, 
yet still reasonably short in order to avoid unnecessary 
chemical synthesis. It will be clear to persons skilled 
in the art that the size of the extension primer and the 
stability of hybridisation will be dependent to some 
degree on the ratio of A-T to C-G base pairings, since 
more hydrogen bonding is available in a C-G pairing. 
Also, the skilled person will consider the degree of 
homology between the extension primex other parts of 
the amplified sequence and choose the degree of 
stringency accordingly. Guidance for such routine 
experimentation can be found in the literature, for 
example, Molecular Cloning: a laboratory manual by 
Sambrook, J., Fritsch E.F. andManiatis, T. (1989). If 
four aliquots are uscid, the extension primer is 
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preferably added before the sample is divided into four 
aliquote although it may be added separately to each 
aliquot. It should be noted that the extension primer 
may be identical with the PGR primer but preferably it 
is different, to introduce a further element of 
specificity into the system. 

Alternatively, a primer with a phosphorylated 5-- 
end, containing a loop and annealing back on itself and 
the 3- -end of the single stranded template can be used 
If the 3 '-end of the template has the sequence region * 
denoted T (template), the primer has the following 
sequence starting from the 5 ■ -end; P-L-P--T-, where P is 
primer specific (5 to 30 nucleotides) , L is i oop 
(preferably 4 to 10 nucleotides,. P . is complementary Co 
P (preferably 5 and 30 nucleotides, and t ' is 
complementary to the template sequence in the 3 • -end (T) 
(at least 4 nucleotides,. This 'primer can then be 
ligated to the single stranded template using t4 DMA 
ligase or a similar enzyme. This provides a covalent 
link between the template and the primer, thus avoiding 
the possibility that the hybridised primer is washed 
away during the protocol. 

The polymerase reaction in each aliquot in the 
presence of the extension primer and a deoxynucleotide 
is carried out using a polymerase which will incorporate 
dideoxynucleotides, e.g. T7 polymerase, Klenow or 
Sequenase Ver. 2.0 (USB U.S.A.). However, it is known 
that many polymerases have a proof-reading or error 
checking ability and that 3- ends available for chain 
extension are sometimes digested by one or more 
nucleotides. if such digestion occur, the method 
according to the invention the level of background noise 
-creases. m order to avoid this pro blem, a nonoroof- 
reading polymerase, eg. exonuclease deficient (exo") 
Klenow polymerase may be used. Otherwise it is 
desirable to add to each aliquot fluoride ions or 
nucleotide monophosphates which suppress 3- digestion by 
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polymerase . 

In the method of the invention it is preferred to 
use a DNA polymerase with high efficiency in each 
extension step due to the rapid increase of background 
signal which may take place if templates which are not 
fully extended accumulate. A high fidelity in each step 
is also desired, which can be achieved by using 
polymerases with exonuclease activity. However, this 
has the disadvantage mentioned above that primer 
degradation can be obtained. Although the exonuclease 
activity of the Klenow polymerase is low, we have found 
that the 3 ' end of the primer was degraded with longer 
incubations in the absence of nucleotides. An induced- 
fit binding mechanism in the polymerisation step selects 
very efficiently for binding of the correct dNTP with a 
net contribution towards fidelity of 10 5 -10 6 . 
Exonuclease- def icient polymerases, such as (exo") Klenow 
or Sequenase 2.0, catalysed incorporation of a 
nucleotide which was only observed when the 
complementary dNTP was present, confirming a high 
fidelity of these enzymes even in the absence of proof- 
reading exonuclease activity. The main advantage of 
using (exo") Klenow DNA polymerase over Sequenase 2 . 0 is 
its lower Km for nucleotides, allowing a high rate of 
nucleotide incorporation even at low nucleotide 
concentrations. It is also possible to replace all 
dNTPs with nucleotide analogues or non-natural 
nucleotides such as dNTPaS , and such analogues may be 
preferable for use wiun a DNA polymerase having 
exonuclease activity. 

In many diagnostic applications, i.u* example 
genetic testing for carriers of inherited disease, the 
sample will contain heterozygous material, that is half 
the DNA will have one nucleotide at the target position 
and the other half will have another nucleotide. Thus 
if four aliquots are used in a preferred method 
according to the invention, two will show a negative 
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signal and two will show half the positive signal it 
will be seen therefore that it is desirable 
quantitatively to determine the amount of signal 
detected in each sample. Also, it will be appreciated 
that xf two or more of the same base are adjacent the 
3 '-end of the primer a larger signal will be produced 
In the case of a homozygous sample it will be clear that 
there will be three negative and one poskive signal 
when the same is in four aliquots. 

It will be appreciated that when the target base 
immediately 3 • - of the primer has an identical base 3- 
thereto, and the polymerisation is effected with a 
deoxynucleotide (rather than a dideoxynucleotide) the 
extension reaction will add two bases at the same time 
and indeed any sequence of successive identical bases in 
the sample will l ead to simultaneous incorporation of 
corresponding bases into the primer. However, the 
amount of pyrophosphate liberated will clearly be 
proportional to the number of incorporated bases so that 
there is no difficulty in detecting such repetitions 

Since the primer is- extended by a single base by 
the procedure described above (or a sequence of 
identical bases) , the extended primer can serve in 
exactly the same way in a repeated procedure to 
determine the next base in the sequence, thus permitting 
the whole sample to be sequenced. Immobilisation of the 
sample and hybridised primer permits washing to separate 
unwanted deoxynucleotides before proceeding to the next 
step. 

The present invention provides two o-jn C i pa l 
methods of sequencing immobilised DNA. 

A. The invention provides a first method of sequencing 
sample DNA wherein the sample DNA is subjected to 
amplification; the amplified DNA is immobilised and then 
subjected to strand separation, the non-immobilised 
strand being removed and an extension primer is 
provided, which primer hybridises to the immobilised DNA 
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immediately adjacent that portion of the DNA to be 
sequenced; each of four aliquots of the immobilised 
single stranded DNA is then subjected to a polymerase 
reaction in the presence of a deoxynucleot ide , each 
aliquot using a different deoxynucleot ide whereby only 
the deoxynucleotide complementary to the base in the 
target position becomes incorporated; pyrophosphate 
released by base incorporation being identified; the 
immobilised sample and primer then being separated from 
the reaction solution and the incorporated base added to 
the unreacted aliquots of sample/primer under 
polymerising conditions to extend the primer in all the 
aliquots by the said incorpor* '- ~d base and the 
immobilised sample/primer then being separated from the 
reaction solution, the process being repeated to 
sequence the sample DNA. 

B. The invention also provides a second method of 
sequencing sample DNA wherein the sample DNA is 
subjected to amplification; the amplified DNA is 
immobilised and then subjected to strand separation, the 
non- immobilised strand being removed and an extension 
primer is provided, which primer hybridises to the 
immobilised DNA immediately adjacent that portion of the 
DNA to be sequenced; immobilised single stranded DNA is 
then subjected to a polymerase reaction in the presence 
of a first deoxynucleotide, and the extent of 
pyrophosphate release is determined, where necessary the 
immobilised sample and primer being separated from the 
reaction mixture and the reaction being repeated by 
successive addition of a second, third and fourth 
deoxynucleotide until a positive release of 
pyrophosphate indicates incorporation of a particular 
deoxynucleotide into the primer, whereupon the procedure 
is repeated to extend the primer one base at a time and 
to determine the base which is immediately 3 ' - of the 
extended primer at each stage. 

An alternative format for the analysis is to use an 
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array format wherein samples are distributed 

surface, for example a microfabricated chip and t h „ 

an ordered set of samples may be immobi^ £7*"* 

dimensional format. Many sample3 CJm ther a 2 " 

analysed in parallel . Using cne mechod o£ J 

invention. many immobilized template, may be analysed • 

this was by allowing the sdution containing th! 

and one nucleotide to flow over the sur a e and '7^ 

detects the signal produced for each M ^ s " 

procedure can then be repeated. Alternatively, several 
different oliqonuclpofi^,. •, several 

xigonucieotides complementary to the r^mro . 
-Y be distributed over the surface folTowed by ^ 
hybridization of the template. Incorporation of 

TrZZ TZT T did —— tid - -V - monitored 
for each oli 9 o„ucleotid. by the signal produced using 
the various oligonucleotides as primer B v , n \ 
the signals from different area/ofTh e 
sequence-based analyses may be performed by four cycles 
of polymerase reactions using the various ^ 
aideoxynucleotides . 

Two- stage PCR (using neS ted primers), as described 
in our co-pending appl.cation WO90/H36S mv Z * 
Chance the signal to noise ratio and tL y e el" 
the sensitivity of the method according to the 
invention. By such preliminary amplification the 

r°::; e :r:: io :h of tarsec ° m is ^ 

respect to other DNA which may be present in ,u 

and a second- S ta ge a mp l ificat L ^\^'^ 

primer specific to a different „ m 

- significantly enhances™! Zr^VT 1 
DNA relative h n rh< > ,u , to '' ta rget 

" ve to the 'background noise' 

^•ara^imr ~ - --- --- 

a cneck ror the presence or absence of 
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amplified DNA. 

Any suitable polymerase may be used, although it is 
preferred to use a thermophilic er~yme such as Taq 
polymerase to permit the repeated temperature cycling 
without having to add further polymerase, e.g. Klenow 
fragment, in each cycle of PCR. 

PCR has been discussed above as a pref e .-red method 
of initially amplifying target DNA although the skilled 
person will appreciate that other methods may be used 
instead of in combination with PCR. A recent 
development in amplification techniques which does not 
require temperature cycling or use ot a thermostable 
polymerase is Self Sustained Sequence Replication (3SR) . 
3SR is modelled on retroviral replication and may be 
used for amplification (see for example Gingeras, T.R. 
et al PNAS (USA) £7:1874-1878 and Gingeras, T.R. et al 
PCR Methods and Applications Vol. 1, pp 2 5-33) . 

As indicated above, the method can be applied to 
identifying the release of pyrophosphate when 
dideoxy nucleotide residues are incorporated into the end 
of a DNA chain. W093/23562 relates to a method of 
identification of the base in a single target position 
in a DNA sequence (mini -sequencing) wherein sample DNA 
is subjected to amplification; the amplified DNA is 
immobilised and then subjected to strand separation, tae 
non- immobilised strand being removed and an extension 
primer, which hybridises to the immobilised DNA 
immediately adjacent to the target position, is 
provided; each of four aliquots of the immobilised 
single stranded DNA is then subjected to a polymerase 
reaction in the presence of a dideoxynucleot ide , each 
aliquot using a different dideoxynucleot ide whereby only 
the dideoxynucleotide complementary to the base in the 
target position becomes incorporated; the four aliquots 
are then subjected to extension in the presence of all 
four deoxynucleotides, whereby in each aliquot the DNA 
which has not reacted with the dideoxynucleotide is 
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extended to form double stranded DMA while th. 
blocked DNA remains as Sing ie .trnnJ^^J^l 
identification of tne double stranded and/o ^ ^ ^ 
stranded DNA to indicate which dideoxynuc leot ^wL 
incorporated and hence which ba se was ^ esen " 
target position. clearly, the release T 
i» chain t er,ina t in g ^i de :^:;;: t : ^ 
indicate which base was incorporated but the " lat 
large amount of pyrophosphate released in t h V * 

- i eotide primer extension ^ t± ^^ r 

« ' «* ^ — « i- -s 

It will usually be desirable ^ 

» a ideoxynucleocid r a and - : 

mixture of all four H^o , containing a 

dU rour dl °eoxynucleotides 

^^T* "™ -e oxynucleotida . as 

However if t-k~ ^ i tension, 
wever lf the 3- protecting group is removable 

example by hydrolysis, then chain extension (bv 

b ase) may be followed by unb at ^°v (b p y 0 : it s ;: n 9ie 

leavxng the extended chain ready for a furth 
reaction. In this wav oh* ■ further extension 

in cms way, chain extension can proceeH ™» 

™° d ; £led " he ^ "» added at each sta 3 e " a 3. 

protected 2 • -deoxynucleotide and after the L.\ ' 
adde d (and the U.Ht evasion detected, he 6 " 

deoxynucleotide to be added <■„<.. Protected - •> . 

« -deed any hydros pr otecti„ 9 ^ W 
art, for example as described in p rotPP H „ 

simol. f Ve " ti0n ' " ^ -»U-«t. provides a 
s^le and rapid method for detection of s in 9 L hase 
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changes. in a preferred format it successfully combines 
two techniques: solid-phase technology (DNA bound to 
magnetic beads) and an Enzymic Luminometric Detection 
Assay (ELIDA) . The method can be used to both identify 
and quantitate selectively amplified DNA fragments. it 
can also be used for detection of single base 
substitutions and for estimation of the heterozygosity 
index for an amplified polymorphic gene fragment. This 
means that the method can be used to screen for rare 
point mutations responsible for both acquired and 
inherited diseases, identify DNA polymorphisms, and even 
differentiate between drug-resistant and drug- sensitive 
strains of viruses or bacteria without the need for 
centrifugations, filtrations, extractions or 
electrophoresis. The simplicity of the method renders 
it suitable for many medical (routine analysis in a wide 
range of inherited disorders) and commercial 
applications. 

The positive experimental results presented below 
clearly show the method is applicable to an on-line 
automatic non-electrophoretic solid phase DNA sequencing 
approach, with step-wise incorporation of single 
deoxynucleotides. After amplification, immobilization 
on magnetic beads, melting to yield single -stranded DNA 
and annealing of the primer, the template/primer- 
fragment is used in a repeated cycle of dNTP incubation 
and washing, Samples are continuously monitored in the 
ELIDA. As the synthesis of DNA is accompanied by 
release of inorganic pyrophosphate (PPi) in an amount 
equal to the amount of nucleotide incorporated, signals 
in the ELIDA are observed only when complementary bases 
are incorporated. Due to the ability of the method to 
determine PPi quantitatively, it is possible to 
distinguish incorporation of a single base from two or 
several simultaneous incorporations. Since the DNA 
template is preferably obtained by PCR, it is relatively 
straight forward to increase the amount of DNA needed 
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for such an assay. 

As mentioned above our results open the possibility 
for a novel approach for large-scale non-electrophoretj 
so Ud phase DNA sequencing, which allows for continuous 
determination of the progress of the polymerisation 
reaction with time. For the success of such an approach 
there is a need for high efficiency of the DMA 
polymerase due to the rapid increase of background 
signal if templates accumulate which are not »i n phase" 
The new approach has several advantages as compared to " 
standard sequencing methods. Firstly, the method is 
suitable for handling of multiple samples in parallel 
Secondly, relatively cost-effective instruments can be 
envisioned, m addition, the method avoids the use of 
electrophoresis and thereby the loading of samples and 
casting of gels. 

Advantageously, the method ' according to the present 
invention may be combined with the method taught in 
W093/235S3 which uses PCR to introduce loop structures 
which provide a permanently attached 3 • primer at che 3 , 
terminal of a DNA strand of interest. For example, in 
such a modified method, the extension primer is 
xntroduced as part of the 3 ■ -terminal loop structure 
onto a target sequence of one strand of double stranded 
DNA which contains the target position, said target 
sequence having a region A at the 3 ■-terminus thereof 
and there being optionally a DNA region B which extenus 

from region A, whereby said double- stranded DNA is 
sub 3 ected to polymerase chain reaction (PCR) 
amplification using a first primer hybridising to the 
3 '-terminus of the sequence complementary to the target 
sequence, which first primer is immobilised or provided 
with means for attachment to a solid support, and a 
second primer having a 3 '-terminal sequence which 
hybridises to at least a portion of A and/or B of the 
target sequence while having at its S'-end a sequence 
substantially identical to A, said amplification 
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producing double- stranded target DNA having at the 3'- 
end of the target sequence, in the following order, the 
region A, a region capable of forming a loop and a 
sequence A ' complementary to sequence A, whereafter the 
amplified double- stranded DNA is subjected in 
immobilised form to strand separation whereby the non- 
immobilised target strand is liberated and region A ' is 
permitted or caused to hybridise to region A, thereby 
forming said loop. The 3' end of region A* hybridises 
immediately adjacent the target position. The dideoxy 
and/or extension reactions use the hybridised portion as 
a primer. Experiments using this principle have been 
performed successfully, as illustrated in the Examples 
herein. 

The invention also comprises kits for use in 
methods of the invention which will normally include at 
least the following components: 



(a) a test specific primer which hybridises to sample 
DNA so that the target position is directly 
adjacent to the 3' end of the primer; 

(b) a polymerase; 



(c) detection enzyme means for identifying 
pyrophosphate release; 

(d) deoxynucleotides including, in place of dATP , a 
dATP analogue which is capable of acting as a 
substrate for a polymerase but incapable of acting 
as a substrate for a said PPi -detection enzyme; 
and 



optionally dideoxynucleot ides , optionally ddATP 
being replaced by a ddATP analogue which is 
capable of acting as a substrate for a polymerase 
but incapable of acting as a substrate for a said 
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PPi -detection enzyme. 

If the klt is for use wUh in . t . ai 
amplification then it will a io^ 

least fhp f • normally include at 

least the following components .- 

<*> a pair of primers for PCR , afc leagt 

having means permitting immobil nation of said 
primer; aia 



(ii) 



a polymerase which is ^refUr-AM k 

^ ^^eterably heat stable for- 

example Taql polymerase; 



(iii) buffers for the pop 

cne fcr reaction; and 

(iv) deoxynucleotides. 



Where an en 2yme iabel is used 
^ «11 advantageously contain a substrate or t he 
enzyme and other components of a detection syst em 

The invention will now be described by way of a 
non-limiting Examp le with reference to tj^.^ 

time " 3 SChematic ^presentation of the real 

time DMA sequencing method. The four different 

nucleotides are added stepwise to th. ■ ! T 
«. -i ^ °^pwi 3 e to the immobilised 

template hybridised to a prime r. The PPi released , 
the DNA polymerase catalysed reaction L h\ 

«wti« . „ ashing 5tep lm p j ormed d - Th A f ; r s ; *~ 

repeated in a cycle and the sequence of th \ T 
deduced; quence of the template is 

were added as i^ ^t, ' ^ etl^ 8 ^'^^ *™» 

u ana the luminescence output was 
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detected; 

Figure 3 shows the extent of PPi synthesis as a 
function of template concentration. Three pmol (exo~) 
Klenow were incubated with 1 or 2 pmol E3PN/NUSPT as 
indicated. The reactions were started by the addition 
of 40 pmol dCTP. The PPi released were detected by the 
ELIDA; 

Figure 4 shows real-time detection of one base 
incorporation on three different templates 1.5 pmol 

indicated templates were incu} .ted with 3 pmol of 
(exo") Klenow. The reactions were started by addition of 
40 pmol of the indicated deoxynucleotide and the PPi 
released were detected by the ELIDA; 

Figure 5 shows real-time DNA sequencing performed 
on 291-base-long PCR-generated single- stranded template 
immobilised on streptavidin coated paramagnetic beads. 
About 1 pmol of the template/primer (NUSPT ) was 
incubated with 3 pmol (exo") Klenow. The reaction was 
started by the addition of 40 pmol of the indicated 
deoxynucleotide and the PPi released were detected by 
the ELIDA. Between each nucleotide addition the beads 
were washed. The given ELIDA signals are compensated 
for the loss of beads during the washing procedures. 
The DNA- sequence after the primer, as confirmed by semi- 
automated solid- phase DNA- sequencing , is inserted in the 
figure; 

Figure $ shows a schematic representation of using 
PGR to generate a loop-structure with one of the primers 
biotinylated. The PCR-product is immobilised and the 
non-biotinylated strand is eluted with alkali. The 
oiotinylated strand is allowed to hybridise to form a 
loop-structure. The loop-structure was used as a 
template for real-time DNA sequencing as illustrated in 
Figure 1 and described in Example 1; 

Figure 7 shows real-time DNA sequencing performed 
on a PCR-generated loop-structure immobilised on 
streptavidin-coated paramagnetic beads. About 2 pmol of 
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the template was incubated with 3 n ^i / 
Polymerase. The reaction P <eX ° ) Klenow ™* 

« P-l of the LL ed de W : S Sta r Sd ^ additi - ot 
released was detected by the EL I DA The T " 
is designed to allow the addit • T ^°°P -structure 

3 '-end during the PCR rearl . • * A at the 

t.rmn.1 transferase accivicy .J^^rlT 

template dependent a at the 3. -end; and 

EiamsLJ! shows a schematic draw! no of f h 
™»g a primer hybridised to a DNA- fraan f 
onto a stre P tavid ln -eoated capiUary "«*"i»a 

EXAMPT.P? 1 

MATERIALS AND METHODS 

Synthesi s ^d, P11ri - f -j . , . 

The oligonucleotides E2PN (sT-mer^ 
5 ' CGACGATCTGAGGTCATAGCT - 

GTTTCCTGTGTGAACTGGCCGTCGTTTTACAACG3 • > 

GCTGGAATTCGTCAGACTGGCCGTC^T^T^T^A^CAAC'i - f "I 
AACGACGGCCAGT3 • ) , RIT 203 ^ ^ ^ TT TACAAC3 >, NugpT (5 , CTAA _ 

' and uhlSn, „. (19s0 . „ , V " Stah1 ' s -- Homes, 
51=3! were synthesized k , ^ 5107 - 

an auto m ated OMA he s: 3 P aD T 0ramidite °" 
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In vitro amplificati on and template prep aration 

PCT reactions were performed on the multil inkier of 
plasmid pRIT 28 with 7.5 pmol of general primers, RIT 28 
and RIT 29 according to Hultman et al . (Supra) . The PCR 
products were immobilised onto streptavidm-coated super 
paramagnetic beads Dynabeads™ M280-Streptavidin, or 
M450-Streptavidin (Dynal A.S., Oslo, Norway). 
Production of single-stranded DNA and hybridisation to 
sequencing primers was carried out as described earlier 
(Nyieii, P., Pettersson, B . , and Uhlen, M. (1993) Anal. 
Biochem. 208, 171-175) . 

Real-time DNA s equencing 

The oligonucleotide E3PN and the above described 
PCR product were used as templates for real-time DNA 
sequencing. The oligonucleotide E3PN was immobilised 
onto streptavidin- coated super paramagnetic beads 
(Dynabeads™ M280-Streptavidin or M450-Streptavidin) as 
de scribed above, and a primer was hybridised to the 
immobilised template. The immobilised DNA- fragments 
were incubated with either a modified T7 DNA polymerase 
(Sequenase 2.0; U.S. Biochemical, Cleveland, OH, USA), 
Klenow DNA polymerase (Pharmacia, Biotech, Uppsala, 
Sweden) , or exonuclease deficient (exo-) Klenow DNA 
polymerase (Amersham, UK) . The sequencing procedure was 
carried out by stepwise elongation of the primer strand 
upon sequential addition of the different 
deoxynucleoside triphosphates (Pharmacia, Biotech, 
Uppsala, Sweden) . Washing of the immobilised DNA 
fragments between each nucleotide addition was performed 
in cwo steps: first with a buffer containing 10 mM 
Tris-HCl (pH 7.5), 0.25 M NaCl , 0.1% Tween 20, and then 
with 10 mM Tris-acetate (pH 7.5). The PPi released due 
to nucleotide incorporation was detected by the EL IDA 
(Nyren, P. (1987) Anal. Biochem. 167, 235-238). The 
luminescence was measured using an LKB 1250 luminometer 
connected to a potentiometric recorder. The luminometer 



WO 98/13523 



PCT/GB97/02631 



25 - 



was calibrated to give a response of 10 mv f or the 
mternal li ght standard . The luminescence 

calibrated by the addxtion of a known amount of atp or 

PPi. The standard assay volume was o . 2 ral and contained 

the following components: 0.1 M Tris-acetate (p „ 7 75) 

2 «M EDTA, 10 mN magnesium acetate< Q . 1% boVine P serum 5) ' 

albumin, l mM di thiothrp-i t-nl c „m ^ 

^LiuuLnreicoi, 5 fiM adenosine 5'- 

^ O 0 P l" lfate (APS) ' m9/ml ^-^rolidone 

(360 000 , 100 „ g /ml D-luciferin (Bio0rbU( 

J*/ml L-lucaf.rin (BioOrbit, Finland,, 0.3 U/ml ATP 
sulfurylase (ATP:sulfate adenylyl transferase- EC 
2-7.7.4) < Si g ma chemical Co., St. Louis, MO, us A) 
Puri fied luciferase (Si g ma Chemical Co., St. Louis , MO 
USA) ln an amount giving a response of 200 mV for 0 1 L 
0ne P"»l of the immobilised DNA- fragment and '3 

a P ::ve DNA T h P e° lyraera9e ^ ***** ^ ^ 

ZZ of S " in * «*■ -arted by adding 40 

pmol of one of the nucleotides (Pharmacia, Biotech 
Uppsala, Sweden). The reaction was carried out at room 
emperature. when the effect of dATP and dATPaS on the 
luciferase reaction was studied both APS and ATP 
sulfurylase were omitted from the assay. 

Sj^ autom atPrj ^l id-phnse dnta 0 p q i1 - n ^ m 

The sequence data obtained from the real-time DNA- 
sequencing was confined by semi -automated solid-phase 

" < 199 D BioTechniques 10, 84-93). 
RESULTS 

The principle of the sequencing method is 
illustrated in Fi g . 2 . A specific DNA . fragment Qf 
interest is immobilised onto a solid support (e.g. b y 
bxotm/streptavidin coupling) and subsequently convened 
xnto s.ngle-stranded form. A sequence primer ia 
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hybridised to the single- stranded DNA. and a repeated 
cycle of deoxynucleotide incubation and washing is 
performed. The synthesis of DNA is accompanied by 
release of PPi equal in molarity to that of the 
incorporated nucleotide. Thereby, real-time signals are 
obtained by the EL I DA only when complementary bases are 
incorporated. In the ELI DA the produced PPi is 
converted to ATP by ATP sulfurylase and the amount of 
ATP is then determined by the luciferase assay (Fig. i). 
From the EL I DA results the sequence after the primer is 
deduced . 



Effect Of dATP and rtATPnrfi on r h e 1nrifpr agR SY Bt -»n, 

We have observed that dATP interfered with the 
detection system of the luciferase luminescence assay 
described by Nyren et al (Supra) . This interference is 
a major problem when the method' is used to detect a 
single-base incorporation event. Several approaches to 
decrease this background activity were tested (data not 
shown) and among those the largest positive effect was 
achieved by replacing the -natural dATP with dATPaS . 
Fig. 2 shows the results of using dATP and dATPaS during 
the luciferase assay. An addition of 0 . 1 nmol dATP 
induced an instantaneous increase in the light emission 
followed by a slow decrease until it reached a steady- 
state level. The steady-state level increase in light 
emission after adding dATP corresponds to 1-2% of the 
emission from an equivalent addition of ATP. This 
effect of dATP makes it impossible to start a sequencing 
reaction by adding dATP; the reaction must instead be 
started oy addition of DNA polymerase. The signal-to- 
noise ratio will also become higher for dATP compared to 
the other nucleotides. On the other hand, addition of 8 
nmol dATPaS (80 -fold higher amount than dATP) had only a 
minor effect on the luciferase (Fig. 2). From Fig. 2 it 
can be deduced that dATPaS is less than 0.05% as 
effective as dATP as a substrate for luciferase. 
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According to these ™,„l ts there is tnere£or 

advantage to using dATPcS instead of dATP too.^ 

a riMa aA1H ' together with 

a DHA polymerase that accepts this nucleotide. 

Soliri-nh*.., t— .h,,^ ,. 

Severe! different parameters were optimised in a 
model system using two different synthetic DHA 
templates. To simplify sequencing of several bases the 
DMA was immobilised on a solid-phase. Here we have u s ed 
e-o types of streptavidin-coated super paramagnetic 
beads from Dynal , M2e o and „<>„. Both types of beads 
have a high binding capacity. We found that the 1, 
heads , mso) allow , faster washing procedure due o"' 
their h 19 her sedimentation rate ,data not shown, To 
eliminate bl„„t-end dna polymerase activity (claK I « 
(19S>1) Gene, 104 75-boi "-laK, J. M . 

least on. K sequence primers annealing at 

least one base rns.de from the 3 • end of the template 
were chosen, m Fig. .^..^ lacoIpora *£" 

event rs shown £ or two different concentrates" 
primer/template. The reactions were started by addition 
Of the ne« correct base ,dCTP, and the traces show tne 
release of PPi durlng the incorporation o£ th * 

izit : e t was observed i£ * — >™ ise 

was added (data not shown) . i„ the subsequent 
experiments l pra ol of primer/template was used and the 
relevant signal difference was recorded ,P ig . „ . B "* h 
the tial rate and the extent of PPi forced in the 
ELIDA are proportional to the DNA concentration within a 
broad rnterval (Hultman tt u . , SUDra) . ^ upps ^ ^ 
for the assa, is „. pmol PPi formed ,l„„, ^ ^ 
and Lund.,.. A. , 1985 , ta al . Biochem. 151, 504 . 5 09 ' T he 

ower limit ls mainly determined by the volume a an 
by contamination of PPi and ATP in the different 
solutions. 



Effect of niW pol ymerase r,nnp p rnr< , n _ 

in the next series of exper.ments the effect of 
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polymerase concentration on the sequencing procedure was 
studied. We found that it was important to use an 
excess of polymerase over primer/ template to be sure 
that all free 3' ends were extended. At lower 
polymerase concentrations biphasic kinetics (a fast 
phase followed by a slower phase) was observed (data not 
shown) . The amplitude of the fast phase is 
stoichiometric with the amount of enzyme present, and 
the slow phase is the same as the rate of steady-state 
incorporator!. The rate limiting steps for the slow 
phase are the dissociation of the polymerase from the 
extended primer/template and the subsequent binding to a 
not-extended primer/ template . The incorporation rate as 
a function of nucleotide concentration was also studied. 
We observed a Km, for one base incorporation, of 0.2 and 
0.4 /xM for Klenow and Sequenase 2.0, respectively (not 
shown) . The latter results are 'in accordance with data 
from the literature (Van Draanen, N.A., Tucker, S.C., 
Boyd, F.L., Trotter, B.W., and Reardon, j.e. (1992) J. 
Biol. Chem. 267, 25019-25024). 



Real -time PNA Pftqu^nring 

Different synthetic templates as well as a PCR 
product were sequenced in order to investigate the 
feasibility of the new approach. Extension of one base 
on three different primer/ templates are shown in Fig. 4. 
Both the rate and extent {slope and height of the 
signals) of nucleotide incorporation were sirilar for 
all three types of templates tested. In Fig. 5 real- 
time DNA sequencing of 15 bases of a 291 -base- long 
single -stranded PCR product is shown. The sequencing 
procedure was started by addition of dATPaS . No PPi 
release due to base incorporation was detected in the 
ELIDA . The small signal observed is due to PPi 
contamination in the nucleotide solution. After a 
washing step, dGTP was added; a signal corresponding to 
incorporation of one residue was observed. The next 
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base added was dCTP; a signal corresponding to 
incorporation of two identical residues was now 
detected. The subsequent addition of dTTP gave no 
signal. Thereafter, dATPaS was added agaxn. Thlstime 

The LT p T ion of two identical residues - 

The latter detected incorporation confi rmed earlier 
observations (Vosberg, H.P., and Eckstexn, f. (1977) 
Biochemistry 16 , 3633-3640) that dATPaS xs . fficiently 
incorporated into the primer/template by Klenow 
polymerase. A S i gnal corresponding to incorporation of 

::: z: r obtainea after ^ ~* — 

was dGTP By contxnuxng this cyclic procedure further 
information about the sequence was obtained, it is 
important to note that enough nucleotides must be added 

to an longer extensions when there is a gtretch 

identical residues. The sequencing procedures were 
repeated several times on the same template with the 
same result. The decrease in signal due to loss and 
aggregation of beads during the washing procedure 
(measured by the decrease in optical densxty) has been 
compensated for in Fig. 5. The loss was lower for thT 
M450 beads than for the M 2 B0. The obtaxned equeL was 
confxrmed by semi-automated solid-phase Sanger 
sequencing (data not shown) . 



EXAMPLE ?t 

MATERIALS AMD yPTU^pr; 



preparation nf f»nrlnf~ 

The oligonucleotides RIT 203, and RIT 204 (prepared 
; S ^ S H Cribed - 1) -re hybridxsed, a J" 

to Hxndlii (Pharmacia, Biotech, Uppsala, Sweden) pre 

per::;::" plasmid prit 28 muitman et ~ 

reactxon was performed on the multilinJcer of piLmid 
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pRIT 28HP with 7.5 pmol of primer pairs, rit 29/romo 
205S, 200 pM dNTP, 20 mM Tris-HCl pH 8,7, 2 mM MgCl 2 , 
0.1% Tween 20 and 1 unit AmpliTaq DNA Polymerase (Perkin 
Elmer, Cetus. Emeryville, USA) making up a final volume 
of 50 nl. The temperature profile included a 15 seconds 
denaturation step at 95°C and a 90 seconds annealing/ 
extension step at 72 °C. These steps were repeated 3 5 
times with a GeneAmp PCR System, 9600 (Perkin Elmer, 
Emeryville, USA) . The biotinylated PCR products were 
immobilised onto strsptavidin-coated superparamagnetic 
beads (Dynabeads™ M280-Streptavidin, from Dynal A.S., 
Oslo, Norway) . The beads were used as described by the 
manufacturer (Dynal AS, Oslo, Noway) . Single -stranded 
DNA was obtained by removing the supernatant after 
incubation of the immobilised PCR product in o.l m NaOH 
for 5 minutes. The immobilised single-stranded DNA was 
washed first with lxTE (Tris-HCl 10 mM, imM EDTA, pH 
7.5) and was hybridised at 65°C for 5 minutes in 20 mM 
Tris-HCl pH 7.5, 8mM MgCl ? to make a loop- structure for 
real-time DNA sequencing. 

ReaJ-time DNA sequencing o n loop -struma 

The prepared loop -structure immobilised on 
superparamagnetic beads was incubated with (exo") Klenow 
DNA polymerase. The sequencing procedure was carried 
out as described in Example 1. 

RESULTS 

The principle of generating a loop-structure as a 
template for use in real-time sequencing is shown in 
Figure 6. This method involves the use of only one 
biotinylated primer which is used to immobilise the 
hybridised product of amplification. The non- 
biotinylated strand is removed allowing formation of the 
loop -structure by hybridisation. The results of using 
the immobilised loop -structure are shown in Figure 7 for 
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12 subsequent sequencing cycles. By this method, the 
sequence of the first 10 bases adjacent to the loop- 
primer could be determined. 

Sequencing may be performed by using a capillary as 
a solid support and a schematic representation for the 
set-up using an immobilised DNA-fragment with hybridised 
primer (as in Example l) is shown in Figure 8. A 
similar set-up may be used for immobilised DNA-fragment 
with loop-primer. 
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Claims 

1. A method of identifying a base at a target position 
in a single- stranded sample DNA sequence wherein an 
extension primer, which hybridises to the sample DNA 
immediately adjacent to the target position is provided 
and the sample DNA and extension primer are subjected to 
a polymerase reaction in the presence of a 
deoxynucleotide or dideoxynucleotide whereby the 
deoxynucleotide or dideoxynucleotide will only become 
incorporated and release pyrophosphate (PPi) if it is 
complementary to the base in the target position, any 
release of PPi being detected enzymically, different 
deoxynucleotides or dideoxynucleot ides being added 
either to separate aliquots of sample-primer mixture or 
successively to the same sample -primer mixture and 
subjected to the polymerase reaction to indicate which 
deoxynucleotide or dideoxynucleotide is incorporated, 
characterised in that, the PPi -detection enzyme (s) are 
included in the polymerase reaction step and in that in 
place of deoxy- or dideoxy adenosine triphosphate (ATP) 
a dATP or ddATP analogue is used which is capable of 
acting as a substrate for a polymerase but incapable of 
acting as a substrate for a said PPi-detection enzyme. 

2. A method as claimed in claim 1, wherein the release 
of PPi is detected by means of a lucif erase-lucif erin- 
based reaction. 

3. A method as claimed in claim 2, wherein PPi release 
is detected using tuo i-nzymatic Luminometric Inorganic 
Pyrophosphate Detection Assay (ELIDA) . 

4. A method as claimed in any one of claims 1 to 3 , 
wherein the dATP or ddATP analogue is deoxyadenosine a- 
thiotriphosphate (dATPaS) . 



WO 98/13523 



PO7GB97/0263i 



- 33 - 

5. 



further c»p nsing the use of the a anal J 

dCTP, dGTP and dTTP. "sues or 

«. A method M claimed in any ^ of cuims 

"herein the sample Dm is lmmobilised or ^ 

means tor attachment to a solid support. 

7. A method as claimed in any one of claims i to 6 
wherein the sample DBA as f irst amplified. 

»■ A method as claimed in any one of claims 1 to 7 
wherein the extension primer contains a loop and anneals 
back on itsel, and the 3- end of the sample DNA 

*■ A method as claimed in any one of claims 1 to 8 
wherein the sample DNA is 3ubjected to ; 

he amp lfled DNA is immobilised and then subjected C o 
strand separation, the no„- immobilised strand being 
removed and an extension primer, which hybridises to the 
immobilised DNA immediately adjacent to the target 
position, is provided; each of four aliquots 0 / the 
immobilised single stranded DNA is then subjected to a 
polymerase reaction in the presence of a 
dideoxynucleotide. each aliouot using a different 
dideoxynucleotide whereby only the dideoxynucleotide 
complementary to the base in the target position b 
incorporated., the four allots are Ln^^T" 

ZZTV: T '~ ° f — ucleoci Is. 

whereby in each aliquot the dna which has not reacted 

with the dideoxynuclec... is extended to form double 
stranded DNA while the dideoxy-bloc.ed DNA emains I 
sing e stranded DNA; followed by identification of he 
doube stranded and/or . lngl . stranded DNA to indicate 
which dideoxynucleotide was incorporated and hence which 
base was present in the target position 
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10. A kit for use in a method as defined in any one of 
claims 1 to 9, 

(a) a test specific primer which hybridises to sample 
DNA so that the target position is directly 
adjacent to the 3' end of the primer; 

<b) a polymerase; 

(c) detection enzyme means for identifying 
pyrophosphate release ; 

(d) deoxynucleotides including, in place of dATP, a 
dATP analogue which is capable of acting as a 
substrate for a polymerase but incapable of acting 
as a substrate for a said PPi-detection enzyme; 
and 

(e) optionally dideoxynucleotides , optionally ddATP 
being replaced by a ddATP analogue which is 
capable of acting as a substrate for a polymerase 
but incapable of acting as a substrate for a said 
PPi-detection enzyme. 

11. A kit as claimed in claim 10, for use with initial 
PCR amplification further comprising: 

(i) a pair of primers for PCR, at least one primer 
having means permitting immobilisation of said 
primer; 

(ii) a polymerase for PCR; and 

( iii ) deoxynucleot ides . 

12. A method or kit as claimed in any one of claims 1 
to 11, wherein the polymerase in the polymerase reaction 
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step is exonuclease deficient (exo") . 

13. A method or kit as claimed an any one of claims 1 
to 12, for use with a multiplicity of sample DNA 
sequences, wherein saxd DNA sequences are arranged in 
assay format on a solid surface. 
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